Electrophysiology
Two-electrode voltage clamping (TEVC) was used to measure the functional responses of Xenopus laevis oocytes expressing ELIC, its mutants, and the ELIC-GABA A R chimeras to n-alcohols. All the procedures involving Xenopus laevis oocytes were approved by the University of Pittsburgh Institutional Animal Care and Use Committee. DNA encoding ELIC was inserted downstream of a T7 promoter in the pCMV-mGFP Cterm S11 Neo Kan vector (Theranostech, NM). Site-directed mutagenesis was introduced using the QuickChange Lightning Kit (Agilent). ELIC-α1β3GABA A R was constructed using overlapping PCR by fusing the ECD ending at R199 of ELIC with the TMD of the α1GABA A R starting at K222 or the β3GABA A R starting at N217. The resulting constructs were subcloned to the pCMV-mGFP Cterm S11 Neo Kan vector and confirmed by sequencing. cRNA preparation, protein expression in Xenopus laevis oocytes, and electrophysiology measurements followed the same protocols as reported previously Wells, 2015 Pan et al., 2012a; Pan et al., 2012b; Tillman et al., 2013; Tillman et al., 2014) . Oocytes were clamped to a holding potential of -40 or -60 mV. The recording solutions contained 130 mM NaCl, 0.1 mM CaCl 2 , 10 mM HEPES, pH 7.0 as well as desired concentrations of alcohols and propylamine. Short chain alcohols up to n-hexanol were dissolved directly in the buffer. The long chain alcohols nnonanol, n-decanol, and n-dodecanol were dissolved in DMSO first before diluted in the buffer with a final DMSO concentration less than 0.05%. Data were collected and processed using Clampex 10 (Molecular Devices). Nonlinear regressions were performed using Prism 5.0 (Graphpad). (6′) is conserved among all channels except GLIC. All of the porelining residues are marked with ★ and conventional position numbers. The conserved residues are highlighted in orange color. Secondary structures of helices (green bars), beta sheets (blue arrows), and the loops (red lines) are also marked above the sequences. PROMASL3D (Pei et al., 2008) was used for the sequence alignment. (Mihic and Harris, 1996) . 1 (Mihic and Harris, 1996) , 2 (Yu et al., 1996) , 3 (Zuo et al., 2002) , 4 (Howard et al., 2011) , and 5 (Alifimoff et al., 1989 ) * A slightly larger molecular size and higher hydrophobicity of BrEtOH (72.14 Å 3 ; miLogP 0.42) than EtOH (54.02 Å 3 ; miLogP 0.06) may have contributed to the decreased IC 50 for BrEtOH over EtOH. miLogP is Molinspiration calculated logP. Octanol-water partition coefficient logP is used as a measure of molecular hydrophobicity (http://www.molinspiration.com/).
